A reader alerted us of a potential error in Figure 12B and its accompanying Supplementary Figure 13B , since the indicated bands for GST fusion proteins did not correspond to the distinct expected sizes. We have indeed found an error in the description of the GST constructs used in our paper and labeling of an apparently background band as GST fusion proteins. Here, we have provided a new set of figures to replace the ones included in the paper. We regret any confusion or inconvenience our error caused to the readers of our paper.
By DNA sequencing of the constructs used for the pulldown, we determined that the constructs designated as GST-EHD1 and GST-EHD1-Δ EH in fact corresponded to the EHD1 amino acids 399-534 (now designated GST-EHD1-399-534; includes the EH domain and a portion of the preceding helical region; constructed by cloning a PCR fragment in the pGEX2T vector) and 438-534 (now designated GST-EHD1-438-534; Addgene Plasmid #36459), respectively, fused at the N-terminus to GST. The latter includes the actual EH domain sequence, and the EHD1-436-534 fragment has been reported to form a functional EH domain in vitro 1 . We have carried out new pulldown analyses with these constructs as well as a GST-EHD1-399-534-W485A mutant expected to show markedly reduced binding to target proteins 2, 3 . The experimental results (the corrected Figure 12B Figure 2 ; these replace the original figures in our paper) confirm our previous conclusion that Smoothened protein interacts with the EH domain of EHD1. GST-EHD1-399-534 fusion protein strongly pulled down Smoothened while GST-EHD1-436-534 did not; notably, the W485A point mutation in the GST-EHD1-399-534 fusion protein markedly reduced the Smoothened pulldown, consistent with EH domain-mediated pulldown. Ponceau staining of the membrane used in the blot established the correct migration and equal loading of the fusion proteins. The lack of Smoothened pulldown with the GST-EHD1-438-534 construct suggested that this shorter construct may be less efficient at stable interaction under the conditions used. To assess if this is the case, we carried out pulldown experiments using a known target protein rabenosyn 5, whose multiple high-affinity NPF motifs mediate strong interaction with EHD1 1, 4 . Pulldown of rabenosyn 5-GFP showed that the level of pulldown with GST-EHD1-438-534 was markedly lower compared to that with GST-EHD1-399-534, while the W485A mutant did not show binding. While the precise reasons for lower (rabenosyn 5) or absent (Smoothened) binding of target proteins to EHD1-438-534 construct remain unclear, a potential explanation may be the lack of the conserved preceding amino acids in this construct and/or the fusion to GST too close to the alpha13 helix 5 , which may distort the EH domain structure.
The results shown in the corrected figures confirm the conclusion of the originally-presented experiment, and help rectify our incorrect designation of the GST fusion proteins. 
